Increasing evidence has indicated that aberrant expression of miRNAs has been shown to be strongly implicated in the initiation and progression of glioblastoma. Here, we identified a novel tumor suppressive miRNA, miR-564, and investigated its role and therapeutic effect for glioblastoma. We showed that miR-564 was downregulated in human glioblastoma tissues and cell lines. Introduction of miR-564 dramatically inhibited cell growth and invasion in glioblastoma cells. Subsequent experiments revealed that Transforming growth factor-β1 (TGF-β1) was a direct and functional target of miR-564 in glioblastoma cells. Furthermore, overexpression of miR-564 decreased p-SMAD and SMAD4 expression, which are the downstream signaling molecules of TGF-β. Meanwhile, ectopic of miR-564 reduced the messenger RNA (mRNA) and protein expression of epidermal growth factor receptor (EGFR) and MMP9. Furthermore, the upregulation of miR-564 suppressed TGF-β-mediated U87 proliferation and migration. The expression of EGFR and MMP9 was upregulated in glioblastoma tissues compared to their normal tissues. The EGFR and MMP9 expression levels were inverse correlated with the expression of miR-564. miR-564 suppressed the growth of U87-engrafted tumors. These findings reveal that miR-564/TGF-β1 signaling that may be required for glioblastoma development and may consequently serve as a new therapeutic target for the treatment of glioblastoma.
INTRODUCTION
Glioblastoma is the most common and aggressive primary brain tumor and represent 12-15% of intracranial tumours and 60-75% of astrocytic tumours [1, 2] . Malignant gliomas account for approximately 70% of new cases of malignant primary brain tumors diagnosed in adults [3, 4] . This tumor is characterized by a high degree of invasiveness, rapid growth, and strong resistance to radiation and chemotherapy [5, 6] . Therefore, the prognosis for malignant gliomas has not significantly improved in the last four decades [7, 8] . To illuminate its complex characteristics, a gain deeper understanding of the molecular mechanisms underlying gliomagenesis is critical. microRNAs (miRNAs) are 18-24 nucleotide, small non-coding, and evolutionarily conserved RNAs that posttranscriptionally regulate gene expression by binding to the 3-untranslated regions of target messenger RNAs [9] [10] [11] . Mature miRNAs can specifically bind to 3'UTRs of target cellular mRNA in turn triggering mRNA degradation or inhibition of translation [12, 13] . Accumulating studies have shown that miRNAs play Research Paper important roles in a wide variety of biological processes, including development, cell proliferation, differentiation, apoptosis, metabolism, and signal transduction [14, 15] . It has been demonstrated that aberrant miRNAs expression correlates with various human cancers and indicates that miRNAs can function as oncogenes or tumor suppressor genes [16] [17] [18] [19] . These findings suggest the miRNAs may play an important role in the pathogenesis of glioblastoma.
In our study, we have taken efforts to explore the potential roles of miR-564 in glioblastoma development. The expression of miR-564 in clinically human glioblastoma tissues and cell lines was evaluated. Furthermore, the roles of miR-564 in glioblastoma development and the underlying mechanisms were investigated. Our data indicate the roles of miR-564 in the control of cell growth and invasion in glioblastoma, and suggest the potential therapeutic application of miR-564 for glioblastoma patients.
RESULT
Reduced miR-564 expression in glioblastoma tissues and cell lines qRT-PCR analysis has shown that the expression of miR-564 was decreased in all glioblastoma cell lines (U87, U251, LN229, A172, and U118) compared with NHAs, human Normal human astrocytes cell line ( Figure 1A ). We further quantified the expression level of miR-564 in 20 human glioblastoma tissues and 20 normal brain tissues ( Figure 1B) . The results also showed that the expression level of miR-564 was decreased in glioblastoma tissues compared with normal brain tissues.
miR-564 Inhibits glioblastoma cell proliferation and invasion
We found that the expression of miR-564 was increased in transfected U87 cells using miR-564 mimics using qRT-PCR (Figure 2A) . The CCK-8 proliferation assay showed that miR-564 inhibited the U87 cells proliferation ( Figure 2B ). The invasiveness of cells transfected with miR-564 mimics were decreased compared with the scramble group and untreat group cells ( Figure 2C ).
TGF-β1 is a direct target of miR-564
As illustrated in Figure 3A , the miRNA: mRNA alignment analysis showed that the 3'UTR of TGF-β1 contains one putative binding site for miR-564, located at 93-99 nt. Luciferase reporter gene assays showed that ectopic of miR-564 remarkably reduced luciferase activity in the TGF-β1 wild-type reporter gene but not the mutant TGF-β1 3'UTR, indicating that miR-564 directly targeted the TGF-β1 3'UTR ( Figure 3B ). Meanwhile, qRT-PCR analysis has shown that miR-564 overexpression repressed the mRNA expression of TGF-β; western blot analysis showed that ectopic expression of miR-564 markedly suppressed TGF-β protein expression in the U87 cell line ( Figure 3C and 3D).
MiR-564 overexpression repressed the p-SMAD, SMAD4, EGFR and MMP9 expression
Here, we conducted western blot to detect the downstream signaling molecules SMAD2, SMAD4, in the presence or absence of TGF-β, scramble, or miRNA-564, respectively. According to western blot results, SMAD4 and p-SMAD2 protein expression decreased with the treatment of miRNA-564 compared with scramble ( Figure 4A ). qRT-PCR analysis showed that TGF-β1 can enhance the mRNA and protein expression of MMP-9 and EGFR; meanwhile, following the miRNA-564 treatment, EGFR and MMP-9 proteins and mRNAs were significantly downregulated in the U87 cell line ( Figure 4B , 4C and 4D). 
miR-564 is involved in TGF-β-induced tumor proliferation and invasion
The CCK-8 proliferation assay and invasion assay showed that TGF-β promoted the glioblastoma cell proliferation and invasion. When miR-564 mimic and TGF-β was added into U87 cells, miR-564 mimic inhibited the TGF-β -induced glioblastoma cell proliferation and invasion ( Figure 5A and 5B).
The expression of EGFR and MMP-9 was inversely expressed with miR-564
The expression of EGFR was upregulated in glioblastoma tissues compared to their normal tissues ( Figure 6A ). The expression of EGFR in glioblastoma tissues was significant higher than in normal brain tissues ( Figure 6B ). The EGFR expression levels were inverse correlated with the expression of miR-564 ( Figure 6C , r 2 =-0.179; p<0.001). The expression of MMP9 was also upregulated in glioblastoma tissues compared to their normal tissues ( Figure 6D ). The expression of MMP9 in glioblastoma tissues was significant higher than in normal brain tissues ( Figure 6E ). The MMP9 expression levels were inverse correlated with the expression of miR-564 ( Figure 6C , r 2 =-0.107; p<0.001).
miR-564 suppressed the growth of U87-engrafted tumors
We found that injection with miR-564 mimic suppressed the growth of U87-engrafted tumors compared to scrambled oligonucleotides-treated tumors ( Figure 7A ). The volumes and weights of tumor treated by miR-564 mimics were lower compared to scrambled mimics-injected tumors ( Figure 7B and 7C). The mRNA and protein expression of TGF-β1 was lower in miR-564-treated tumors compared to the scramble-treated tumors ( Figure 7D ).
DISCUSSION
Glioblastoma is the most common type of malignant primary intracranial tumor and is characterized by the hallmarks of cellular heterogeneity, rapid proliferation, angiogenesis, extensive invasion, hypoxia and necrosis [20] [21] [22] . It is an urgent need to gain deeper understanding of molecular mechanisms implicated in glioblastoma progression and development [23] . Although miRNA signatures for glioblastoma have been established, eclucidation of the role of deregulated miRNAs in glioblastoma progression remains in the early stage of development. The data presented here showed a role of miR-564 in glioblastoma. In this study, we found that miR-564 were much lower in glioblastoma tissues compared with normal brain tissues. Furthermore, we showed that the restored expression of miR-564 in glioblastoma cell line U87 resulted in reduced cell proliferation and invasion. Moreover, we identified TGF-β1 as a direct target of miR-564. Furthermore, miR-564 overexpression can repress the expression of p-SMAD, SMAD4, EGFR and MMP9, which are the downstream signaling molecules of TGF-β. miR-564 is also involved in TGF-β-induced tumor proliferation and invasion. The expression of EGFR and MMP9 was upregulated in glioblastoma tissues compared to their normal tissues. The EGFR and MMP9 expression levels were inverse correlated with the expression of miR-564. miR-564 suppressed the growth of U87-engrafted tumors. Our findings, together with those other groups, suggest that miR-564 has a fundamental role in glioblastoma tumorigenesis and cell invasion.
Previous study has reported that miR-564 were down-regulated in chronic myeloid leukemia cells [24] . However, the expression and function of miR-564 in glioblastoma remains to be determined. Our results have been shown that miR-564 was down-regulated in glioblastoma tissues compared with normal brain tissues. Moreover, restoration of miR-564 can reduce glioblastoma cell proliferation and invasion. Although effective delivery of miRNA mimic into the brain, crossing the blood-brain barrier, remains challenging, the striking inhibitory effect of miR-564 on cell growth and invasion strongly suggests that further efforts toward development of miR-564-based therapeutics are fully warranted.
Recently, TGF-β has been shown to promote tumor progression and invasion by TGF-β signaling pathway in glioblastoma, especially in high-grade gliomas [25, 26] . TGF-β activates a heterodimeric complex including TβR-I and TβR-II and initiates a signaling cascade through phosphorylation of the specific receptor regulated SMAD2/3 [21] . Similarly, the non-SMAD dependent signaling regulated by TGF-β is also believed to be crucial in tumor progression [27, 28] . Therefore, TGF-β signaling pathway has been considered a therapeutic target due to its involvement in cell proliferation and epithelial mesenchymal transition in glioblastoma [25, 29, 30] . However, the underlying mechanisms are unclear. Our data showed that the ability of miR-564 to target TGF-β1 may provide one such mechanism of post-transcriptional control of TGF-β1. This conclusion is supported by the following reasons: complementary sequence of miR-564 is identified in the 3'UTR of TGF-β1 mRNA; reintroduction of miR-564 led to a significant reduction in reintroduction at both mRNA and protein level; overexpression of miR-564 suppressed Western blot analysis of TGF-β1 expression in the U87 cells transfected with miR-564 mimics or scramble or no transfection. GAPDH was also detected as a loading control. ***p<0.001. reintroduction 3'UTR luciferase report activity and this effect was abolished by mutation of the miR-564 seed binding site. These results indicate that miR-564 may function as a tumor suppressor partly mediated by repressing TGF-β1 expression in glioblastoma development.
We further studied the functional roles of miRNA-564 in TGF-β signaling pathways. In the present study, we have shown that TGF-β can induce the p-SMAD and SMAD4 expression. Moreover, the forced miRNA-564 inhibited the p-SMAD and SMAD4
expression. Previous studies reported that TGF-β can induce the EGFR and MMP9 expression [21] . In line with this result, our result also has shown that TGF-β can induce the EGFR and MMP9 expression. Our data demonstrated that miRNA-564 overexpression affected TGF-β-induced EGFR and MMP9 expression in the U87 cells. Since EGFR and MMP9 regulate glioblastoma cell proliferation, survival, migration, and invasion and plays a key role in tumor progression. Furthermore, overexpression of miR-564 is involved in TGF-β-induced tumor proliferation and invasion. in serum-free medium in the presence and absence of TGF-β1 (50 ng/ml), scramble, or miRNA-564 for 24 h. A. Expression of p-SMAD2, t-SMAD2 and SMAD4 was detected using western blotting. GAPDH was used as a loading control. B. The mRNA expression of MMP9 was detected using qRT-PCR. The expression of MMP9 was normalized to GAPDH. C. The mRNA Expression of EGFR was detected using qRT-PCR. The expression of EGFR was normalized to GAPDH. D. Expression of EGFR and MMP9 was detected using western blotting. GAPDH was used as a loading control. In conclusion, the identification of miR-564 as a tumor suppressive miRNA in human glioblastoma that acts by repressing TGF-β1 provides additional evidence of a pivotal role for miRNAs in glioblastoma progression. Given that miR-564 is downregulated in glioblastoma, the introduction of this mature miRNA into the tumor tissue could serve as a therapeutic strategy by reducing the expression of target genes. MiRNA-based therapeutic patterns are still in their infancy; however, our findings are encouraging and suggest that this miRNA could be targeted for the development of a treatment for patients with glioblastoma in the future.
MATERIALS AND METHODS

Ethics statement
All patients or patients'parents on behalf of the children agreed to participate in the study and gave written informed consent. This study and consent was approved by the ethical board of the institute of Tangde Hospital and Hangzhou First People's Hospital complied with Declaration of Helsinki.
Human tissue
Glioblastoma samples were obtained from the Tongde Hospital, Hangzhou First People's Hospital and The First Affiliated Hospital of Nanjing Medical University from 2013 to 2014. The histological features of all specimens were confirmed by pathologists according to the WHO criteria. None of the patients had received radiotherapy or chemotherapy before tumor resection. Normal brain tissues were taken from peripheral nontumor glial brain tissue from the same patient.
Cell lines and culture
Human GBM cell lines U87,U251, LN229, A172, and U118 were purchased from the American Type Culture Collection (ATCC, Manassas, Va.) and grown in Dulbecco's modified Eagle's medium (DMEM) supplemented with 10% fetal bovine serum (FBS). Normal human astrocytes (NHAs) were purchased from Lonza and cultured in the provided astrocyte growth media supplemented with rhEGF, insulin, ascorbic acid, GA-1000, L-glutamine and, 5% FBS.
RNA extraction and real-time quantitative PCR
Total RNA was extracted from tissues or the cells using Trizol (Invitrogen) according to the manufacturer's protocol. The expression of miR-564 was measure by quantitative RT-PCR (qRT-PCR) with the TaqMan microRNA assays reverse transcription kit according to the manufacturer's instructions (Applied Biosystems, Foster City, CA). The expression of U6 was used as internal control. Real-time PCR was performed on a Real-Time PCR System (Applied Biosystems, Foster City, CA) in duplicates. The difference of CT values between internal control and miR-564 was presented as −ΔCT. ΔΔCT is the difference of ΔCT values between paired specimens. 2 ΔΔCT represents the exponential value of ΔCT, which means fold change in expression. The mRNA expression of GAPDH was used as internal control.
Oligonucleotide transfection
The miR-564 mimics and scramble were synthesized by GenePharma (Shanghai, China) and transfected into the cells to a final oligonucleotide concentration of 20 nmol/L. All cell transfections were introduced by Lipofectamine 2000 (Invitrogen) according to the manufacturer's instructions.
Western blotting
Total protein was extracted from frozen tissues or the cells using a Total Protein Extraction Kit (KeyGen, Nanjing, China) according to the manufacturer's instructions. Protein concentration was confirmed by the Bradford assay. Protein was separated by 10% SDS-PAGE and then transferred to PVDF membrane using standard procedures. The membrane was incubated with the primary antibody for TGF-β1 (Sigma, St. Louis, MO) or GAPDH (Cell Signaling Technology, Beverly, MA, USA), and then washed, incubated with HRP-conjugated secondary antibody. Intensity of the bands was visualized by an enhanced chemiluminescence (ECL, Amersham Pharmacia Biotech) system and exposed.
Cell proliferation and migration assays
Cell proliferative activity was determined by the Cell Counting Kit-8 (CCK-8; Dojindo, Kumamoto, Japan) assay, according to standard methods. Absorbance was measured at 450 nm and detected using μQuant Universal Microplate Spectrophotometer (BioTek Instruments, Inc.). For analysis of cell invasion, the transwell chambers were coated with Matrigel (BD Biosciences, San Jose, CA, USA) and incubated at 37 °C for 2 h, allowing it to solidify. After 24 h of transfection, 4×10 5 cells suspended in serum-free DMEM were added to the upper chamber, and medium containing 10 % FBS was added to the lower chamber. After 24 h, invasive cells located on the lower surface of the chamber were stained.
Dual luciferase reporter assay
The wild-type (WT) and mutated putative miR-564 target on TGF-β1 3'UTR were cloned into the pGL3 DualLuciferase miRNA Target Expression Vector (Invitrogen www.impactjournals.com/oncotarget Corporation). Luciferase activity was measured with the dual luciferase reporter assay system (Promega) according manufacturer's instructions.
Xenograft tumor assay
Female nude mice were injected subcutaneously with U87. MiR-564 mimic or scramble oligonucleotide was injected into the tumors when directly injected into the tumors. The tumor including length, width and weight was measured every three days. Mice were killed on the 25th days after injection.
Statistic analysis
Data were presented as the mean ± standard deviation (SD) from three separate experiments. The differences between groups were analyzed using Student's t-test when only two groups were compared or a oneway analysis of variance (ANOVA) when more than two groups were compared. The differences between groups of metastasis in vivo were analyzed using the χ2 test. All of the statistical analyses were performed with SPSS 16.0 (SPSS Inc., USA). The difference was considered to be statistically significant at P<0.05.
